(D) Strong expression of FoxG1, but no Emx2 expression, is detected in the pre-optic area.
(E) In the walls of the diencephalon, weak expression of Emx2, but no FoxG1 expression, is observed. Scale bar; 100µm. Development 142: doi:10.1242/dev.123653: Supplementary Material Development | Supplementary Material (A-D) At 0hr of culture, the majority of stage 9 (n=10), 10 (n=10), 11 (n=5) and 13 (n=5) OV explants consisted of Rax2 + cells, and a few FoxG1 + cells at one edge of the explants.
Scale bar; 100µm. and Emx2. Development 142: doi:10.1242/dev.123653: Supplementary Material Development | Supplementary Material
Supplementary Materials and Methods

Explants
The explants were cultured in vitro in collagen in serum-free OPTI-MEM (GIBCO)
containing N2 Noggin CM was used at an estimated concentration of 50 ng/ml, and Wnt3A at an estimated concentration of 30 ng/ml. BMP4 (R&D Systems) was used at 3.5-35ng/ml and FGF8 (R&D Systems) was used at 250ng/ml together with 0.5µg/ml heparin (Sigma). SU5402
(Calbiochem) was used at 5µM. Explants cultured in the presence of control CM generated the same combination of cells as explants cultured alone (data not shown).
In ovo electroporation
Vectors used for electroporation were: pCAβ-EGFP-m5 (1 μg/μl) and pMiwIII -Noggin (1 μg/μl) (Timmer et al., 2002) . The DNA-constructs were transferred using an Electro Square
